[Abstract] Shigella flexneri (S. flexneri) is a Gram-negative bacterium that causes gastroenteritis and shigellosis in humans. In order to establish and maintain an infection, S. flexneri utilises a type three secretion system (T3SS) to deliver virulence factors called effector proteins into the cytoplasm of host cells, facilitating e.g. uptake into the host cell and escape from the endosome.
10. Centrifuge at top speed (12,000 x g to 16,000 x g) in a microfuge for 30 min at 4 °C.
11. Carefully discard the supernatant and rinse the pellet with 1 ml ice-cold acetone.
12. Centrifuge again (12,000 x g to 16,000 x g, 30 min, 4 °C).
13. Carefully remove the supernatant and let the pellet air dry for 15 min.
14. Resuspend the pellet in sample buffer.
Note: The volume required may vary with the method of detection after electrophoresis:
for analysis by Coomassie staining, resuspension in 25 µl to 100 µl will produce sufficiently strong bands.
15. Analyse by SDS-PAGE through 12% acrylamide gels. 
